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Background: Trauma-based psychotherapy is a first line treatment for post-traumatic stress disorder
(PTSD) but not all patients achieve long-term remission. Transcranial direct current stimulation (tDCS)
received considerable attention as a neuromodulation method that may improve trauma-based
psychotherapy.
Objective: We explored the effects of repeated anodal tDCS over the prefrontal cortex (PFC) on fear
extinction in mice as a preclinical model for trauma-based psychotherapy.
Methods: We performed auditory fear conditioning with moderate or high shock intensity on C57BL6/J
mice. Next, mice received anodal tDCS (0.2 mA, 20 min) or sham stimulation over the PFC twice daily for
five consecutive days. Extinction training was performed by repeatedly exposing mice to the auditory cue
the day after the last stimulation session. Early and late retention of extinction were evaluated one day
and three weeks after extinction training respectively.
Results: We observed no significant effect of tDCS on the acquisition or retention of fear extinction in
mice subjected to fear conditioning with moderate intensity. However, when the intensity of fear con-
ditioning was high, tDCS significantly lowered freezing during the acquisition of extinction, regardless of
the extinction protocol. Moreover, when tDCS was combined with a strong extinction protocol, we also
observed a significant improvement of early extinction recall. Finally, we found that tDCS reduced
generalized fear induced by contextual cues when the intensity of conditioning is high and extinction
training limited.
Conclusions: Our data provide a rationale to further explore anodal tDCS over the PFC as potential
support for trauma-based psychotherapy for PTSD.
© 2021 The Author(s). Published by Elsevier Inc. This is an open access article under the CC BY-NC-ND
license (http://creativecommons.org/licenses/by-nc-nd/4.0/).Introduction
Post-traumatic stress disorder (PTSD) is a debilitating neuro-




r Inc. This is an open access articleexperienced or witnessed a traumatic event [1,2]. While up to 70%
of people experience trauma, approximately 4% of those exposed to
trauma develop PTSD [3] yielding a lifetime prevalence of 2e3.5%
[4e6]. Risk factors for PTSD include trauma type and prior trauma
exposure [3]. Treatment guidelines for PTSD recommend trauma-
based psychotherapy, such as prolonged exposure (PE), and phar-
macotherapy, notably with selective serotonin reuptake inhibitors
[7e13]. However, trauma-based psychotherapy may be more
effective as first-line intervention compared to pharmacotherapy
[14] and it is presently unclear how pharmacotherapy influences
the effectiveness of concomitant psychotherapy [15].While roughlyunder the CC BY-NC-ND license (http://creativecommons.org/licenses/by-nc-nd/4.0/
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RM Repeated measures
rTMS Repetitive transcranial magnetic stimulation
tDCS Transcranial direct current stimulation
US Unconditioned stimulus
vmPFC Ventromedial prefrontal cortex
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mately one third of patients fail to achieve full remission despite
treatment [16e18].
Trauma-based psychotherapy conceptualizes PTSD as a failure
to adequately process the trauma due to avoidance of trauma re-
minders [19]. In vivo exposure exercises are designed to activate
the trauma cognitive structure, through presentation of trauma
reminders in a safe context, and to disconfirm the expected disas-
trous outcome [19,20]. The fear conditioning paradigm is widely
used to study the formation of traumatic memories with associated
fear responses [21,22] and fear extinction procedures are
commonly used to model PE [23,24]. In fear conditioning, subjects
acquire a fear response through association of a specific cuewith an
aversive stimulus (typically an electrical shock) and repeated
exposure to the fear-provoking cue in the absence of the uncon-
ditioned stimulus results in a gradual lowering of fear expression in
a process termed fear extinction [22,25,26]. When the aversive
stimulus is stronger or more frequently associated with the cue
during conditioning, the resulting fear memory becomes more
resistant to extinction [27e32]. Importantly, patients with PTSD
show slow rates of extinction learning and impaired extinction
recall, implying aberrant activity in the involved brain circuits (for
review see Ref. [33]). The process of fear extinction is driven by the
interplay between the amygdala, the hippocampus (HPC) and the
ventromedial prefrontal cortex (vmPFC) [34e36]. The ventral HPC
and vmPFC (equivalent of rodent infralimbic cortex (IL)) are crucial
for extinction memory formation [36e38] and facilitation of ac-
tivity and plasticity in these brain regions is suggested to result in
enhanced extinction in rodents [36,38e42]. The extinction para-
digm has been used extensively in rodents and humans to identify
interventions that may enhance fear extinction (see review
[9,17,43]), and in this context, transcranial direct current stimula-
tion (tDCS) has received considerable interest [44e46].
tDCS is a non-invasive neuromodulation method based on
delivering a weak direct current into the brain through electrodes
placed over the scalp [47,48]. The induced intracerebral current
flow alters cortical excitability and spontaneous activity [47e49].
Depending on the stimulation procedure, tDCS is able to induce
neuroplastic after-effects and is thought capable of modulating
cognitive functions such as learning and memory [47,49,50].
Numerous studies explored the effects of tDCS on cognition and
emotional processing in neuropsychiatric disorders [44,50e53]
and, thus far, clinically relevant effects have been obtained with
repeated stimulations in the treatment of depression [50,54e56].
Nonetheless, it remains to be established whether similar results
can be achieved in the treatment of PTSD.
In humans, tDCS above the prefrontal cortex (PFC) is reported to
affect fear expression [57,58] and previous reports described
overgeneralization of fear to non-reinforced stimuli after anodal251tDCS [59,60]. In studies investigating the effects of tDCS on fear
extinction in healthy volunteers, anodal tDCS over the vmPFC
before and during extinction training was found to accelerate the
acquisition of extinction, but no significant effect on the retention
of extinction was reported [60,61]. In veterans with PTSD, a
moderately better retention of extinction was observed in veterans
who received anodal tDCS over the vmPFC following extinction
training compared to those stimulated during extinction training
[62]. Recently, beneficial effects of repeated anodal tDCS over the
vmPFC, paired with combat-related virtual reality training, were
demonstrated on psychophysiological arousal and symptom-
severity in veterans with PTSD [63]. Taken together, these studies
suggest the potential of tDCS targeting the vmPFC to augment the
efficacy of fear extinction. Nevertheless, pertinent questions
regarding the long-term effects of tDCS on fear extinction, the
timing of stimulation relative to extinction training and the optimal
stimulation parameters remain to be determined.
In preclinical studies conducted in mice [64e66], tDCS over the
PFC was shown to reverse drug-induced (b-adrenergic or CB1 re-
ceptor antagonist) impairments in acquisition and consolidation of
fear memory, but to the best of our knowledge, no previous studies
explored the effect of tDCS on fear extinction in mice. We hy-
pothesized that repeated anodal tDCS over the PFC may have the
potential to facilitate fear extinction, given the supporting evidence
that tDCS over the PFCmay alter neural activity and plasticity in the
medial PFC (mPFC) and HPC [67e72], and the pivotal role of plas-
ticity in these limbic brain regions in the extinction of conditioned
fear [36,73,74]. The aim of this study was to investigate the effect of
repeated anodal tDCS over the PFC on auditory fear extinction and
generalization in mice. In our experimental set-up, the stimulation
electrodewas surgically placed over the left PFC, similar to previous
work in mice [65,67,75,76]. While the lateralization of brain func-
tion is not established in rodents, these previous studies found that
anodal tDCS over the left PFC affect fear memory [65], depression-
like behavior [67,75], and bilateral changes in c-Fos expression in
cortical regions (IL) and subcortical regions (HPC) [67]. Further-
more, we applied a repeated anodal tDCS procedure which was
previously demonstrated to be effective in preclinical studies
[67,75] and clinical studies for depression [54e56]. We used several
protocols for auditory fear conditioning and fear extinction to
investigate the boundary conditions under which facilitation of fear
extinction could be observed [77].
Materials and method
Animals and housing
Male C57BL6/J mice (Janvier, France), aged 8e10 weeks at the
start of the experiments were used. The animals were group
Fig. 1. Experimental design. Two different tones were used (2.5 kHz or 7.5 kHz, 80 dB sound pressure level, 30 s duration), randomly allocated as generalization cue (CS) or
conditioning cue (CSþ). Tone frequency of CS and CSþ was counterbalanced within the experimental groups. tDCS: transcranial direct current stimulation, CS: conditioned
stimulus that is never paired with a foot shock, CSþ: conditioned stimulus that is associated with a foot shock during conditioning, US: unconditioned stimulus (foot shock), dB:
decibel, mA: milli-ampere, s: second, H: hour, kHz: kilo-hertz. Created with BioRender.com.
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standard laboratory conditions of temperature (19e25 C) and
humidity (30e70%) in a 12h light/dark cycle with food and water
available ad libitum. One week before surgery, mice were habitu-
ated to handling. After surgery, mice were single housed (1264C
Eurostandard type II cages) for the remainder of the experiment. All
procedures met local guidelines for animal experiments (Royal
Decision 2013-05-29/12, directive 2010/63/EU), complied the
ARRIVE guidelines [78] and were approved by the Ethical Com-
mittee for Animal Experiments of the Vrije Universiteit Brussel
(ECD 16-213-2).Experimental design
The stimulation electrodewas surgically placed over the left PFC
one week before the start of the fear conditioning experiments.
Three days following auditory fear conditioning, anodal tDCS
(0.2 mA, 20 min) or sham stimulation was performed over the left
PFC 2x/day for 5 consecutive days. One day after the completion of
ten tDCS sessions, mice were subjected to fear extinction training.
Extinction recall was assessed in the extinction context 1- and 21-
days post extinction training, whereas fear renewal was deter-
mined in the conditioning context 1.5 h after late extinction recall
(Fig. 1). In addition, locomotor activity and anxiety-like behavior
were assessed in the open field test (OFT) and elevated plus maze
(EPM) test in the week following extinction training (described in
Appendix - Supplementary A, B.1, B.2 and C.3). In experiments 1e3,
mice were conditioned with 0.6 mA shocks and subjected to fear
extinction training with respectively 40 (experiment 1), 8 (exper-
iment 2) or 4 (experiment 3) CSþ presentations. In experiments
4e5, micewere conditionedwith 1mA shocks and subjected to fear
extinction training with 40 (experiment 4) or 8 (experiment 5) CSþ
presentations respectively (Fig. 1).Surgery
A plastic electrode holder base (2.1 mm internal diameter) was
stereotaxically placed above the left PFC, 1 mm anterior and 1 mm
left to bregma [79], under general isoflurane anesthesia, essentially
as previously described [67,75,76]. The full method is described in
Appendix (Supplementary A.1).252Transcranial direct current stimulation
Before the start of the tDCS procedure, mice were briefly
(1e2 min) anesthetized with isoflurane to fill the electrode holder
base with saline solution (0.9% NaCl) and to screw the stimulation
electrode (anode, 3.5 mm2 contact area, DIXI Medical, France) into
the holder base. A larger rubber-plate reference electrode (cathode,
4.5 cm2, MedCaT, The Netherlands) was placed onto the ventral
thorax and was fixed using painters’ tape. During stimulation, mice
were awake and able to freely move in their home cage due to a
commutator system (Bilaney Consultants GmbH, Germany). Mice
were stimulated 2  20 min/day (anodal tDCS, 0.2 mA, 4 h inter-
stimulation interval) for five consecutive days over the left PFC
using a direct current stimulator (custom-made constant current
supply powered by a 9 V battery [80]) with a linear fade in/fade out
of 10 s. Sham stimulated mice were subjected to the same pro-
cedure, but no current was delivered (Fig. 1).Auditory fear conditioning
Auditory fear conditioning and fear extinction were carried out
in a fear conditioning apparatus containing a test box (17 cmwidth
x 17 cm length x 24 cm height) placed in a soundproof chamber
(Isolation Cubicle 46000-590, Ugo Basile). Two context configura-
tions were used (A: checkered walls, white rubber ground floor,
washed with hospital antiseptic concentrate (1e3%), 15 lux light
intensity; B: grey walls, metal grid, washed with 1% acetic acid, 125
lux light intensity, plexiglass plate on top). When mice were placed
in the test box, there was always an acclimation period of 2 min to
the box (HAB) prior to tone presentation. Two different tones were
used (2.5 kHz or 7.5 kHz, 80 dB sound pressure level, 30 s duration)
that were randomly allocated as generalization cue (CS) or con-
ditioning cue (CSþ). Tone frequency was counterbalanced within
the experimental groups.
On day 1 of all experiments, mice were habituated to context A
and exposed to five presentations of CS. The interval between tone
presentations was randomized between 20 and 120 s. On day 2,
mice were placed in context B and exposed to five presentations of
CS and CSþ. CS and CSþ were presented alternatingly and the last
2 s of each CSþ presentation coincided with an unconditioned
stimulus (US, 0.6 or 1 mA electric foot shock, 2 s). The interval
between CS and CSþ presentations was randomized between 20
and 120 s. On day 4, a fear retrieval test was carried out in context A,
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and CSþ presentations with a 20e120 s interval. During fear
extinction training in context A on day 10, mice were exposed to
four CS presentations, followed by 40, 8 or 4 CSþ presentations
with 5 s interval. On day 11, early retention of extinctionwas tested
in context A using blocks of four CS and CSþ presentations (early
extinction recall). On day 31, late retention of extinction was tested
in context A (late extinction recall) followed 1.5 h later by a fear
renewal test in context B, similarly using blocks of four CS and CSþ
presentations (Fig. 1).
Freezing behavior was analyzed using an automated video
monitoring system (Ethovision software, Noldus, The Netherlands).
Freezing was defined as the difference of pixels (max. 0.3%) be-
tween two consecutive frames during 1 s or more. Additionally,
integrated data were manually corrected by a blinded observer for
false positives. Time frames considered by the software erroneously
as freezing, were subtracted manually from the total freezing time.Statistical analysis
Statistical analysis was performed using Graphad Prism soft-
ware 7.0. Values are expressed as mean ± 95% confidence interval
(CI) or as individual datapoints and alpha was set at p < 0.05, two-
tailed. Statistical analysis was performed by repeated measures
(RM) two-way ANOVA followed by Tukey’s or Bonferroni’s multiple
comparisons test for post-hoc analysis (see Appendix e
Supplementary A.1 for more information on the applied statistics).Fig. 2. Modulation of auditory fear extinction and generalization with repeated anodal tDCS
illustrate the freezing responses of sham and tDCS mice during the acclimation period (HAB)
extinction recall, late extinction recall and the fear renewal test. (A) Overview of experiment
(B) Overview of experiment 2 during which mice were exposed to 8 CSþ presentations durin
4 CSþ presentations during extinction training. Data are presented as means with 95% CI. Fre
presentations during the fear retrieval, early extinction recall, late extinction recall and the
253The descriptive statistics and additional results from statistical
analysis can be found in Appendix (Supplementary A.2 and C).Results
Experiments 1e3: modulation of auditory fear extinction and
generalization by repeated anodal tDCS following moderate
intensity fear conditioning (0.6 mA shocks)
We observed no significant interaction or differences between
experimental groups during the fear retrieval test but a significant
cue effect, indicating that the randomization was effective in all
experiments (Fig. 2AeC, Table 1). Post-hoc analysis showed that
mice were capable of discriminating between cues, given that
freezing was significantly higher during presentation of CSþ
compared to CS and significantly higher during CS presentation
compared to HAB (Supplementary Table C1.1).
We observed no significant interaction or treatment effect
during the early extinction recall, late extinction recall or fear
renewal tests in all experiments (Fig. 2AeC, Table 1). This indicates
that tDCS did not significantly affect the long-term efficacy of
auditory fear extinction in the used experimental conditions,
regardless of the number of CSþ presentations during fear extinc-
tion training. In experiment 1, the lack of significant cue effect
during early extinction recall reflects the notion that across
experimental groups freezing levels were low regardless of cue
type as a consequence of strong extinction training (Fig. 2A,
Supplementary Table C1.1). At later time points of experiment 1, ain experiments with a shock intensity of 0.6 mA during fear conditioning. The graphs
or evoked by cue presentation (CS, CSþ) in the fear retrieval, extinction training, early
1 during which mice were exposed to 40 CSþ presentations during extinction training.
g extinction training. (C) Overview of experiment 3 during which mice were exposed to
ezing scores during CS and CSþ presentation are presented as the average of four tone
fear renewal test (presented as CS BLOCK and CSþ BLOCK).
Table 1
The results of statistical analysis of the fear retrieval, early extinction recall, late extinction recall and fear renewal test. The F and p values for experiment 1e5 are presented in
the table. Statistical analysis: Repeated measures two-way ANOVA. Significance (p < 0.05) is shown in bold. tDCS: transcranial direct current stimulation, n: number of mice.
Figure Experiment Groups Statistical analysis: Repeated measures Two-way ANOVA
Fear retrieval Early extinction recall Late extinction recall Fear renewal
2A 1 Sham (n ¼ 7)
tDCS (n ¼ 7)
Interaction: F (2,24) ¼ 0.06398,
p ¼ 0.9382
Interaction: F (2,24) ¼ 0.4086,
p ¼ 0.6691
Interaction: F (2,24) ¼ 0.09577,
p ¼ 0.9090
Interaction: F (2,24) ¼ 0.03648,
p ¼ 0.9642
Cue effect: F (2,24) ¼ 22.26,
p < 0.0001
Cue effect: F (2,24) ¼ 2.981,
p ¼ 0.0698
Cue effect: F (2,24) ¼ 13.92,
p < 0.0001
Cue effect: F (2,24) ¼ 16.81,
p < 0.0001
Treatment: F (1,12) ¼ 0.04380,
p ¼ 0.8377
Treatment: F (1,12) ¼ 0.8295,
p ¼ 0.3804
Treatment: F (1,12) ¼ 0.2512,
p ¼ 0.6253
Treatment: F (1,12) ¼ 0.3788,
p ¼ 0.5497
2B 2 Sham (n ¼ 11)
tDCS (n ¼ 12)
Interaction: F (2,42) ¼ 0.4648,
p ¼ 0.6315
Interaction: F (2,42) ¼ 0.3766,
p ¼ 0.6885
Interaction: F (2,42) ¼ 0.2984,
p ¼ 0.7435
Interaction: F (2,42) ¼ 0.3840,
p ¼ 0.6835
Cue effect: F (2,42) ¼ 72.26,
p < 0.0001
Cue effect: F (2,42) ¼ 18.33,
p < 0.0001
Cue effect: F (2,42) ¼ 37.64,
p < 0.0001
Cue effect: F (2,42) ¼ 33.86,
p < 0.0001
Treatment: F (1,21) ¼ 0.2054,
p ¼ 0.6550
Treatment: F (1,21) ¼ 0.7072,
p ¼ 0.4099
Treatment: F (1,21) ¼ 0.9125,
p ¼ 0.3503
Treatment: F (1,21) ¼ 0.1103,
p ¼ 0.7431
2C 3 Sham (n ¼ 12)
tDCS (n ¼ 13)
Interaction: F (2,46) ¼ 1.404,
p ¼ 0.2559
Interaction: F (2,46) ¼ 0.1047,
p ¼ 0.9008
Interaction: F (2,46) ¼ 0.8034,
p ¼ 0.4540
Interaction: F (2,46) ¼ 1.392,
p ¼ 0.2588
Cue effect: F (2,46) ¼ 48.55,
p < 0.0001
Cue effect: F (2,46) ¼ 19.79,
p < 0.0001
Cue effect: F (2,46) ¼ 30.97,
p < 0.0001
Cue effect: F (2,46) ¼ 22.46,
p < 0.0001
Treatment: F (1,23) ¼ 0.2320,
p ¼ 0.6346
Treatment: F (1,23) ¼ 1.605,
p ¼ 0.2179
Treatment: F (1,23) ¼ 3.321,
p ¼ 0.0814
Treatment: F (1,23) ¼ 1.057,
p ¼ 0.3145
3A 4 Sham (n ¼ 14)
tDCS (n ¼ 15)
Interaction: F (2,54) ¼ 0.1126,
p ¼ 0.8937
Interaction: F (2,54) ¼ 3.170,
p ¼ 0.0499
Interaction: F (2,54) ¼ 2.120,
p ¼ 0.1300
Interaction: F (2,54) ¼ 0.6317,
p ¼ 0.5356
Cue effect: F (2,54) ¼ 173.4,
p < 0.0001
Cue effect: F (2,54) ¼ 30.16,
p < 0.0001
Cue effect: F (2,54) ¼ 41.60,
p < 0.0001
Cue effect: F (2,54) ¼ 36.63,
p < 0.0001
Treatment: F (1,27) ¼ 0.002551,
p ¼ 0.9601
Treatment: F (1,27) ¼ 2.156,
p ¼ 0.1536
Treatment: F (1,27) ¼ 1.454,
p ¼ 0.2384
Treatment: F (1,27) ¼ 5.376,
p ¼ 0.0282
3B 5 Sham (n ¼ 15)
tDCS (n ¼ 16)
Interaction: F (2,58) ¼ 0.1549,
p ¼ 0.8569
Interaction: F (2,58) ¼ 3.836,
p ¼ 0.0272
Interaction: F (2,58) ¼ 0.3440,
p ¼ 0.7104
Interaction: F (2,58) ¼ 2.942,
p ¼ 0.0607
Cue effect: F (2,58) ¼ 81.44,
p < 0.0001
Cue effect: F (2,58) ¼ 26.82,
p < 0.0001
Cue effect: F (2,58) ¼ 37.47,
p < 0.0001
Cue effect: F (2,58) ¼ 3.906,
p ¼ 0.0256
Treatment: F (1,29) ¼ 0.7069,
p ¼ 0.4074
Treatment: F (1,29) ¼ 1.897,
p ¼ 0.1790
Treatment: F (1,29) ¼ 2.627,
p ¼ 0.1159
Treatment: F (1,29) ¼ 7.701,
p ¼ 0.0096
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extinction recall test, freezing was significantly higher during pre-
sentation of CSþ compared to CS, but was not different between
CS and HAB. During fear renewal, freezing was significantly higher
during CS presentation compared to HAB, but not different be-
tween CSþ and CS (Supplementary Table C1.1). At all time points of
experiments 2e3, we observed a significant cue effect (Fig. 2BeC,
Table 1). Post-hoc analysis of the early extinction recall showed
significantly higher freezing during presentation of CS compared
to HAB, while freezing was not statistically different between CSþ
and CS in experiment 2 (Supplementary Table C1.1). In experiment
3, freezingwas not significantly different between CS presentation
and HAB but was significantly higher during presentation of CSþ
compared to CS (Supplementary Table C1.1). At later time points of
experiment 2e3, freezing was significantly higher during presen-
tation of CSþ compared to CS and significantly higher during CS
presentation compared to HAB (Supplementary Table C1.1).
We carried out additional analyses to establish the efficacy of
the used extinction procedures focusing on the evolution of
freezing during CSþ presentations over time. During acquisition of
extinction, we observed no overall treatment effect for all experi-
ments (Fig. 2AeC, Table 2). We observed a significant time effect,
indicating that acquisition of extinction could be demonstrated, in
experiment 1 and 2, but not in experiment 3 (Table 2). Interestingly,
we observed a significant interaction in experiment 2 (Fig. 2B,
Table 2). This suggests that tDCS may facilitate the rate of acquisi-
tion of extinction when the conditions for extinction training are
suboptimal, but post-hoc analysis did not reveal significant treat-
ment differences during individual CSþ presentation (Fig. 2B,
Supplementary Table C2.2).
When comparing freezing levels during CSþ presentation be-
tween fear retrieval, early extinction recall and late extinction254recall, we observed no significant interaction or treatment effect
but a significant time effect (Table 2). This indicates that tDCS did
not have a significant overall effect on auditory fear extinction.
Moreover, post-hoc analysis showed that freezing during CSþ pre-
sentation lowered significantly over time, compared to the fear
retrieval test, in all experiments (Supplementary Table C1.2).
Similarly, we found no significant interaction or treatment effect
but a significant time effect when comparing freezing levels for CSþ
during late extinction recall and fear renewal, demonstrating that
fear renewal occurred in all experiments but remained unaffected
by tDCS (Table 2).
The results from statistical analysis of the OFT and the EPM are
described in Appendix (Supplementary A.2, B.1, B.2 and C.3).Experiments 4e5: modulation of auditory fear extinction and
generalization by repeated anodal tDCS following high intensity fear
conditioning (1 mA shocks)
We further explored the effects of repeated anodal tDCS on fear
extinction and generalization in mice subjected to a high intensity
fear conditioning procedure. We observed no significant interac-
tion or differences between experimental groups during the fear
retrieval test but a significant cue effect, indicating that the
randomizationwas effective in all experiments (Fig. 3AeB, Table 1).
Post-hoc analysis showed that mice were able to discriminate be-
tween cues, given that freezing was significantly higher during
presentation of CSþ compared to CS and significantly higher
during CS presentation compared to HAB (Supplementary
Table C1.1).
During early extinction recall we found no significant treatment
effect but a significant interaction and cue effect for both experi-
ments (Fig. 3AeB, Table 1). The post-hoc analysis for between-
Table 2
The results of statistical analysis of the acquisition of extinction for CSþ (freezing levels of CSþ specifically during fear extinction training), extinction for CSþ over time (freezing
during CSþ presentation in the fear retrieval to the extinction recall tests (early and late)) and renewal of the fear response for CSþ (freezing during CSþ presentation in the fear
renewal to the late extinction recall test). The F and p values for experiment 1e5 are presented in the table. Statistical analysis: Repeated measures two-way ANOVA. Sig-
nificance (p < 0.05) is shown in bold. tDCS: transcranial direct current stimulation, n: number of mice.
Experiment Groups Statistical analysis: Repeated measures Two-way ANOVA
Acquisition of
extinction for CSþ
Extinction for CSþ over time e freezing during CSþ
presentation in the fear retrieval to the extinction recall tests
(early and late)
Renewal of the fear response for CSþ e freezing for
CSþ in the fear renewal to the late extinction recall
test
1 Sham (n ¼ 7)












Treatment: F (1,12) ¼ 0.03046, p ¼ 0.8644 Treatment: F (1,12) ¼ 0.009409, p ¼ 0.9243
2 Sham (n¼ 11)












Treatment: F (1,21) ¼ 0.4832, p ¼ 0.4946 Treatment: F (1,21) ¼ 0.7717, p ¼ 0.3896
3 Sham (n¼ 12)












Treatment: F (1,23) ¼ 0.5321, p ¼ 0.4731 Treatment: F (1,23) ¼ 0.5617, p ¼ 0.4612
4 Sham (n¼ 14)












Treatment: F (1,27) ¼ 2.629, p ¼ 0.1165 Treatment: F (1,27) ¼ 2.258, p ¼ 0.1446
5 Sham (n¼ 15)












Treatment: F (1,29) ¼ 1.425, p ¼ 0.2422 Treatment: F (1,29) ¼ 0.6162, p ¼ 0.4388
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presentation for experiment 4 (p ¼ 0.0317, d ¼ 0.8) but not for
experiment 5 (p ¼ 0.0945, d ¼ 0.649) (Supplementary Table C2.1).
This suggests that tDCS can improve the short-term efficacy of
extinction training, particularly in combination with a strong
extinction procedure. During late extinction recall of experiment
4e5, we did not observe a significant interaction or treatment ef-
fect, indicating that tDCS had no long-lasting effects on auditory
fear extinction, but observed a significant cue effect (Fig. 3AeB,
Table 1). Freezing was significantly higher during presentation of
CSþ compared to CS and significantly higher during CS presen-
tation compared to HAB (Supplementary Table C1.1). Interestingly,
during the fear renewal test, we observed a significant cue effect
and treatment effect but no significant interaction for both exper-
iment 4 and 5 (Fig. 3AeB, Table 1). In both experiments, freezing
was significantly higher during presentation of CSþ compared to255CS, but not different between HAB and CS presentation
(Supplementary Table C1.1). Post-hoc analysis (Supplementary
Table C2.1) found no significant treatment differences during CS
presentation in experiment 4 (p ¼ 0.0551) but significantly lower
freezing during CS presentation in experiment 5 (p ¼ 0.0043).
Together these data suggest that tDCS may prevent a generalized
fear response during fear renewal following a strong conditioning
procedure.
When analyzing freezing levels during CSþ presentations spe-
cifically, we observed a significant time effect and treatment effect
but no significant interaction during acquisition of extinction for
both experiments (Fig. 3AeB, Table 2).
When comparing freezing levels during CSþ presentation be-
tween fear retrieval, early extinction recall and late extinction
recall, we observed a significant time effect but no significant
interaction or treatment effect (Fig. 3AeB, Table 2). Post-hoc
Fig. 3. Modulation of auditory fear extinction and generalization with repeated anodal tDCS in experiments with a shock intensity of 1 mA during fear conditioning. The graphs
illustrate the freezing responses of sham and tDCS mice during the acclimation period (HAB) or evoked by cue presentation (CS, CSþ) in the fear retrieval, extinction training, early
extinction recall, late extinction recall and the fear renewal test. (A) Overview of experiment 4 during which mice were exposed to 40 CSþ presentations during extinction training
(B) Overview of experiment 5 during which mice were exposed to 8 CSþ presentations during extinction training. Data are presented as means with 95% CI. Freezing scores during
CS and CSþ presentation are presented as the average of four tone presentations during the fear retrieval, early extinction recall, late extinction recall and the fear renewal test (CS
BLOCK and CSþ BLOCK). Bonferroni’s multiple comparison test, *p < 0.05, **p < 0.01 for comparison between sham and tDCS treated mice (values in Supplementary Table C2.1).
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lowered over time, compared to the fear retrieval test, in all ex-
periments (Supplementary Table C1.2). Similarly, we found a sig-
nificant time effect but no significant treatment effect or interaction
when comparing freezing levels during CSþ presentation in late
extinction recall and fear renewal, demonstrating that fear renewal
occurred in all experiments across experimental groups (Fig. 3AeB,
Table 2).
The results from statistical analysis of the OFT and the EPM are
described in Appendix (Supplementary A.2, B.1, B.2 and C.3).
Discussion
In this series of experiments, we investigated the effects of
repeated anodal tDCS over the PFC on auditory fear extinction and
generalization in mice under different experimental conditions for
fear conditioning and fear extinction.
In experiments 1e3, we found no significant effect of repeated
anodal tDCS on the acquisition or retention of fear extinction. Given
that a significant reduction in freezing responses was observed in
all experiments with moderate fear conditioning intensity (0.6 mA
shocks), across treatment groups, we reasoned that potential ef-
fects of tDCS on the efficacy of fear extinction may have been
obscured because there was little room for further improvement of
extinction learning. To eliminate floor effects on freezing and to
ensure that we would be able to detect suppressed fear responses
[28], we further explored the effects of repeated anodal tDCS under
experimental conditions that were more challenging. In humans,
persistence of PTSD symptoms depends on previous exposure to
trauma and the type of trauma [3]. In rodents, the persistence of
fear memory depends on the number of cue-shock pairings and the
shock intensity [27e32,81]. Increasing the intensity of delivered
foot shocks during fear conditioning may be thus an etiologically
relevant model to study fear memories that are more resistant to
extinction [28e30,82]. When subjected to a high intensity fear
conditioning procedure (1 mA shocks), we consistently found a256significant effect of repeated anodal tDCS on the acquisition of
extinction (experiment 4e5). When looking at the evolution of
freezing behavior during extinction training, our data suggest an
effect of tDCS on the acquisition rate of extinction rather than
having an overall effect on fear expression. In the early extinction
recall, we observed an improved retention of extinction for CSþ in
tDCS treated mice. The observed effect was relatively small and
only significant in combination with a strong extinction procedure.
Moreover, the effect of tDCS on freezing behavior for CSþ was lost
during the late extinction recall. Nonetheless, the observations that
repeated anodal tDCS may facilitate the acquisition rate and short-
term retention of fear extinction are in line with prior studies in
healthy volunteers and PTSD patients targeting the vmPFC
[60e63,83]. In contrast to some studies, we did not observe an
increase in the response to the generalization cue (CS) following
application of tDCS [59,60]. However, we observed an interesting
treatment effect during the fear renewal sessions with a trend to-
wards lower freezing during habituation (HAB) in the renewal
context (the context in which mice were initially conditioned) and
during CS presentation in the tDCS groups of experiments 4e5.
Post-hoc analysis showed a significant difference for freezing dur-
ing CS presentation only in experiment 5, indicating that mice in
the tDCS group correctly identified the CS as a safe signal, while
sham mice showed a similar fear response during habituation in
the renewal context, CS presentation or CSþ presentation. This
suggests that tDCS may have long-lasting effects on fear extinction
for contextual cues and may suppress a generalized fear response
towards CSwhen extinction training is suboptimal. Renewal of the
fear response for CSþ occurred in all experiments without signifi-
cant differences between the experimental groups. Placing mice in
the renewal context is expected to reactivate the initial fear
memory, since extinction training does not erase this initial CSþ-US
association but depends on the formation of a new context-
dependent extinction memory [35,84,85]. Indeed, in extinction
[86,87], reconsolidation [88] and reactivation-extinction [89] based
procedures, recovery of fear has been observed, illustrating that
A. Van Schuerbeek, M.-A. Vanderhasselt, C. Baeken et al. Brain Stimulation 14 (2021) 250e260preventing the return of fear in the renewal context is not very
robust.
In the OFT and EPM test, we observed a significant effect of
repeated anodal tDCS above the PFC on locomotor activity in the
OFT but no significant effect on open arm exploration in the EPM
test (Supplementary Figures B1, B.2 and Supplementary Tables C3).
This indicates that tDCS may have long-lasting effects on (explor-
atory) activity but not on anxiety-like behavior, which is consistent
with previous literature findings [75]. However, it seems unlikely
that this effect would have a major impact on freezing levels in our
experiments since we did not observe significant treatment dif-
ferences for freezing during the acclimation period (HAB) or during
CS presentation. We therefore maintain that the observed effects
of repeated anodal tDCS on freezing during cue presentation reflect
fear expression and were dependent on the intensity of fear con-
ditioning and extinction training, rather than non-specific effects
on locomotor activity or anxiety-like behavior.
To the best of our knowledge, our study is the first to explore the
effect of repeated anodal tDCS on auditory fear extinction inmice. A
single tDCS session, using stimulation parameters identical to those
applied in our study, was previously shown to elicit a significant
increase in the expression of the immediate-early gene c-Fos in the
mouse limbic system [67]. This was observed in brain areas adja-
cent to the stimulation site, such as the mPFC (including the IL), but
also more distal brain regions, notably the HPC. However, after ten
tDCS sessions, this significant increase in c-Fos expression was no
longer observed. This suggests long-lasting changes in neuronal
responsiveness following application of repeated anodal tDCS [67].
Indeed, long-term potentiation (LTP) is enhanced in hippocampal
and PFC slices obtained from rodents subjected to anodal tDCS
[70e72,90]. Interestingly, these effects of anodal tDCS on LTP are
dependent on Brain-Derived Neurotrophic Factor (BDNF)
[70,72,91]. Given that BDNF plays a critical role in fear extinction
[92e98] through modulation of plasticity in neuronal projections
from the ventral HPC to the infralimbic PFC [38,41,42,99,100] we
proposed that repeated anodal tDCS may facilitate fear extinction.
We partially confirmed our hypothesis using a repeated tDCS pro-
tocol that was previously shown to induce long-lasting effects in
tests for depression-related behaviors in mice [67,75] and that is
similar to protocols that improve mood symptoms in major
depressive disorder [55,56,101e103].
In our study, mice were stimulated repeatedly during five
consecutive days prior to extinction training [67,75], instead of
receiving a single stimulation immediately before, during or after
extinction training [60e62,83]. Therefore, the observed behavioral
effects in this study may be the result of cumulative effects on
plasticity [70,72,104]. Indeed, previous studies demonstrated that
tDCS may elicit changes in the expression of plasticity-associated
genes, such as c-Fos, Arc, CAMKII, CREB and BDNF in cortical and
hippocampal regions [70,105e108]. Moreover, a single session of
tDCS using stimulation parameters similar to our study was shown
to increase long-term plasticity, long-term memory formation and
the expression of BDNF for up to one week following stimulation
[72]. Similarly, single and repeated application of tDCS using
stimulation parameters identical to our study were shown to elicit
antidepressant-like effects in mice that lasted for at least three
weeks after stimulation [67]. It is likely that changes in expression
of plasticity-related genes also underlies the long-term antide-
pressant-like properties of tDCS [50,67,109e111]. Indeed, tDCS
increased c-Fos expression in several limbic regions including
several subregions of the PFC and HPC [67]. We hypothesize that
tDCS improves extinction learning by increasing the expression of
these plasticity-related genes in targeted brain regions such as the
PFC. While it is unlikely that tDCS would specifically target the IL to
improve extinction learning, we propose that extinction learning257will specifically recruit the IL, which was primed for improved
plasticity by tDCS. In line with this notion, chronic rTMS treatment
over the PFC was found to enhance extinction in mice 10 days
following the last stimulation [112]. This enhancement was asso-
ciated with increased c-Fos expression in the IL, basolateral
amygdala and ventral HPC following extinction training [112].
Nevertheless, further research is necessary to elucidate the mech-
anism through which repeated anodal tDCS may affect fear
extinction and to identify the optimal stimulation parameters that
may yield long-term effects on fear extinction. Timing of electrical
stimulation relative to extinction training may be critical [39]. Ac-
cording to the activity-selectivity hypothesis, pairing of tDCS with a
learning task may induce long-lasting neuroplastic effects more
effectively [113e116], since the effects of brain stimulationmay rely
on the neural activation state at the time of stimulation [115e117].
In this context, promising long-term effects of tDCS may be found
on PTSD symptoms in patients [63].
A limitation in our study is that all experiments were conducted
in male mice. Therefore, additional studies are necessary to deter-
mine whether our findings can be extrapolated to female mice.
Another important consideration is the equivalence of our stimu-
lation protocol to those applied in humans [51,75]. While the
duration, the amount and the repetition of stimulation are similar
to protocols used in humans [55,56,101e103], the current density
applied to the skull in this study is higher than that applied in
humans due to the relative size of the stimulation electrode [51,75].
Consequently, this may have resulted into different voltage distri-
butions and diffused stimulation of other brain areas [51]. More-
over, the specificity with which tDCS is able to target specific areas
of the brain of rodents or humans is limited, given the diffused
spatial resolution of tDCS and the size of the electrodes relative to
specific brain areas [51,118]. In our study for example, beneficial
effects of stimulation of the IL may have been partly obscured by
concomitant stimulation of the PL. Moreover, given the placement
of the reference electrode over the ventral thorax, the possible ef-
fect of transcutaneous stimulation of peripheral nerves should be
further scrutinized in future studies [119]. Finally, while the PFC is
typically targeted to augment fear extinction [62,63,83,112], stim-
ulation of the HPC merits consideration, given the role of HPC
projections to the IL in fear extinction [41,42].
Conclusion
Taken together, this is the first preclinical study to show that
repeated anodal tDCS over the PFC may augment the rate of
acquisition and short-term retention of auditory fear extinction in
mice. Moreover, tDCS may have long-term effects on generalized
fear responses induced by contextual cues. While the observed
effect sizes were small, our results are promising and provide a
framework for future research, to further optimize stimulation
parameters, investigate underlying mechanisms, and explore
whether similar results can be obtained in models of impaired
extinction [120].
CRediT authorship contribution statement
Andries Van Schuerbeek: Conceptualization, Methodology,
Validation, Formal analysis, Investigation, Writing - original draft,
Visualization, Project administration. Marie-Anne Vanderhasselt:
Conceptualization, Methodology, Writing - review & editing, Su-
pervision, Funding acquisition. Chris Baeken: Conceptualization,
Methodology, Writing - review & editing, Supervision. Anouk
Pierre: Conceptualization, Validation, Investigation, Writing - re-
view & editing. Ilse Smolders: Conceptualization, Resources,
Writing - review & editing, Supervision. Vincent Van Waes:
A. Van Schuerbeek, M.-A. Vanderhasselt, C. Baeken et al. Brain Stimulation 14 (2021) 250e260Methodology, Validation, Resources, Writing - review & editing,
Supervision. Dimitri De Bundel: Conceptualization, Methodology,
Validation, Formal analysis, Resources, Writing - original draft,
Visualization, Supervision, Funding acquisition.
Declaration of competing interest
None.
Acknowledgements
The authors would like to thank An Buckinx, Wissal Allaoui,
Blazej Pedzich, Patrice Andrieu and Solene Pedron for their tech-
nical support. Furthermore, we would like to thank the lab of Prof.
Van Waes for their support in the optimization of the tDCS pro-
cedure in mice and to provide a custom-made direct current
stimulator. This study was financially supported by the Fund for
Scientific Research Flanders (FWO e 1158918N), the Willy Gepts
Fund of the Vrije Universiteit Brussel, a grant BOFSTA2017002501
for research at Ghent University (BOFSTA2017002501, awarded to
MAV) and the Boehringer Ingelheim Fund (travel grant).
Appendix A. Supplementary data
Supplementary data to this article can be found online at
https://doi.org/10.1016/j.brs.2021.01.005.
References
[1] Yehuda R. Post-traumatic stress disorder. N Engl J Med 2002;346(2):108e14.
[2] Bryant RA. Post-traumatic stress disorder: a state-of-the-art review of evi-
dence and challenges. World Psychiatr 2019;18(3):259e69.
[3] Liu H, Petukhova MV, Sampson NA, Aguilar-Gaxiola S, Alonso J, Andrade LH,
et al. Association of DSM-IV posttraumatic stress disorder with traumatic
experience type and history in the world health organization world mental
health surveys. JAMA Psychiatry 2017;74(3):270e81.
[4] Wittchen HU, Jacobi F, Rehm J, Gustavsson A, Svensson M, Jonsson B, et al.
The size and burden of mental disorders and other disorders of the brain in
Europe 2010. Eur Neuropsychopharmacol 2011;21(9):655e79.
[5] Kessler RC, Berglund P, Demler O, Jin R, Merikangas KR, Walters EE. Lifetime
prevalence and age-of-onset distributions of DSM-IV disorders in the na-
tional comorbidity survey replication. Arch Gen Psychiatr 2005;62(6):
593e602.
[6] Olesen J, Gustavsson A, Svensson M, Wittchen HU, Jonsson B. The economic
cost of brain disorders in Europe. Eur J Neurol 2012;19(1):155e62.
[7] Watkins LE, Sprang KR, Rothbaum BO. Treating PTSD: a review of evidence-
based psychotherapy interventions. Front Behav Neurosci 2018;12:258.
[8] Lancaster CL, Teeters JB, Gros DF, Back SE. Posttraumatic stress disorder:
Overview of evidence-based assessment and treatment. J Clin Med
2016;5(11).
[9] Sartori SB, Singewald N. Novel pharmacological targets in drug development
for the treatment of anxiety and anxiety-related disorders. Pharmacol Ther
2019:107402.
[10] Committee on the assessment of ongoing efforts in the treatment of post-
traumatic stress D, board on the health of select P, institute of M. Treatment
for posttraumatic stress disorder in military and veteran populations: final
assessment. Washington (DC): National Academies Press (US)Copyright;
2014. by the National Academy of Sciences. All rights reserved.; 2014.
[11] Guidelines for the management of conditions specifically related to stress.
2013.
[12] Summary of the clinical practice guideline for the treatment of posttraumatic
stress disorder (PTSD) in adults. Am Psychol 2019;74(5):596e607.
[13] Stein DJ, Seedat S, van der Linden GJ, Zungu-Dirwayi N. Selective serotonin
reuptake inhibitors in the treatment of post-traumatic stress disorder: a
meta-analysis of randomized controlled trials. Int Clin Psychopharmacol
2000;15(Suppl 2):S31e9.
[14] Lee DJ, Schnitzlein CW, Wolf JP, Vythilingam M, Rasmusson AM, Hoge CW.
Psychotherapy versus pharmacotherapy for posttraumatic stress disorder:
systemic review and meta-analyses to determine first-line treatments.
Depress Anxiety 2016;33(9):792e806.
[15] Hetrick SE, Purcell R, Garner B, Parslow R. Combined pharmacotherapy and
psychological therapies for post traumatic stress disorder (PTSD). Cochrane
Database Syst Rev 2010;(7):Cd007316.
[16] Berger W, Mendlowicz MV, Marques-Portella C, Kinrys G, Fontenelle LF,
Marmar CR, et al. Pharmacologic alternatives to antidepressants in258posttraumatic stress disorder: a systematic review. Prog Neuro-
Psychopharmacol Biol Psychiatry 2009;33(2):169e80.
[17] Singewald N, Schmuckermair C, Whittle N, Holmes A, Ressler K. Pharma-
cology of cognitive enhancers for exposure-based therapy of fear, anxiety
and trauma-related disorders. Pharmacol Ther 2015;149:150e90.
[18] Kessler RC, Aguilar-Gaxiola S, Alonso J, Benjet C, Bromet EJ, Cardoso G, et al.
Trauma and PTSD in the WHO world mental health surveys. Eur J Psycho-
traumatol 2017;8(sup5):1353383.
[19] Foa EB, McLean CP. The efficacy of exposure therapy for anxiety-related
disorders and its underlying mechanisms: the case of OCD and PTSD. Annu
Rev Clin Psychol 2016;12:1e28.
[20] (UK). NCCfMH. Psychological treatment of PTSD in adults. 2005.
[21] Johnson LR, McGuire J, Lazarus R, Palmer AA. Pavlovian fear memory circuits
and phenotype models of PTSD. Neuropharmacology 2012;62(2):638e46.
[22] VanElzakker MB, Dahlgren MK, Davis FC, Dubois S, Shin LM. From Pavlov to
PTSD: the extinction of conditioned fear in rodents, humans, and anxiety
disorders. Neurobiol Learn Mem 2014;113:3e18.
[23] Paredes D, Morilak DA. A rodent model of exposure therapy: the use of fear
extinction as a therapeutic intervention for PTSD. Front Behav Neurosci
2019;13:46.
[24] Carpenter JK, Pinaire M, Hofmann SG. From extinction learning to anxiety
treatment: mind the gap. Brain Sci 2019.
[25] Hofmann SG. Cognitive processes during fear acquisition and extinction in
animals and humans: implications for exposure therapy of anxiety disorders.
Clin Psychol Rev 2008;28(2):199e210.
[26] Quirk GJ. Extinction: new excitement for an old phenomenon. Biol Psychiatr
2006:317e8.
[27] Boyd TL. The effects of shock intensity on fear incubation (enhancement): a
preliminary investigation of Eysenck’s theory. Behav Res Ther 1981;19(5):
413e8.
[28] Adhikari A, Lerner TN, Finkelstein J, Pak S, Jennings JH, Davidson TJ, et al.
Basomedial amygdala mediates top-down control of anxiety and fear. Nature
2015;527(7577):179e85.
[29] Kaouane N, Porte Y, Vallee M, Brayda-Bruno L, Mons N, Calandreau L, et al.
Glucocorticoids can induce PTSD-like memory impairments in mice. Science
2012;335(6075):1510e3.
[30] Laxmi TR, Stork O, Pape HC. Generalisation of conditioned fear and its
behavioural expression in mice. Behav Brain Res 2003;145(1e2):89e98.
[31] Baldi E, Lorenzini CA, Bucherelli C. Footshock intensity and generalization in
contextual and auditory-cued fear conditioning in the rat. Neurobiol Learn
Mem 2004;81(3):162e6.
[32] Poulos AM, Mehta N, Lu B, Amir D, Livingston B, Santarelli A, et al. Condi-
tioning- and time-dependent increases in context fear and generalization.
Learn Mem 2016;23(7):379e85.
[33] Zuj DV, Norrholm SD. The clinical applications and practical relevance of
human conditioning paradigms for posttraumatic stress disorder. Prog
Neuro-Psychopharmacol Biol Psychiatry 2019;88:339e51.
[34] Phelps EA, Delgado MR, Nearing KI, LeDoux JE. Extinction learning in
humans: role of the amygdala and vmPFC. Neuron 2004;43(6):897e905.
[35] Quirk GJ, Mueller D. Neural mechanisms of extinction learning and retrieval.
Neuropsychopharmacology 2008;33(1):56e72.
[36] Milad MR, Quirk GJ. Fear extinction as a model for translational neurosci-
ence: ten years of progress. Annu Rev Psychol 2012;63:129e51.
[37] Giustino TF, Maren S. The role of the medial prefrontal cortex in the con-
ditioning and extinction of fear. Front Behav Neurosci 2015;9:298.
[38] Sierra-Mercado D, Padilla-Coreano N, Quirk GJ. Dissociable roles of prelimbic
and infralimbic cortices, ventral hippocampus, and basolateral amygdala in
the expression and extinction of conditioned fear. Neuro-
psychopharmacology 2011;36(2):529e38.
[39] Milad MR, Vidal-Gonzalez I, Quirk GJ. Electrical stimulation of medial pre-
frontal cortex reduces conditioned fear in a temporally specific manner.
Behav Neurosci 2004;118(2):389e94.
[40] Do-Monte FH, Manzano-Nieves G, Quinones-Laracuente K, Ramos-Medina L,
Quirk GJ. Revisiting the role of infralimbic cortex in fear extinction with
optogenetics. J Neurosci 2015;35(8):3607e15.
[41] Rosas-Vidal LE, Do-Monte FH, Sotres-Bayon F, Quirk GJ. Hippocampal–pre-
frontal BDNF and memory for fear extinction. Neuropsychopharmacology
2014;39(9):2161e9.
[42] Peters J, Dieppa-Perea LM, Melendez LM, Quirk GJ. Induction of fear
extinction with hippocampal-infralimbic BDNF. Science 2010;328(5983):
1288e90.
[43] Fitzgerald PJ, Seemann JR, Maren S. Can fear extinction be enhanced? A re-
view of pharmacological and behavioral findings. Brain Res Bull 2014:46e60.
0.
[44] Marin MF, Camprodon JA, Dougherty DD, Milad MR. Device-based brain
stimulation to augment fear extinction: implications for PTSD treatment and
beyond. Depress Anxiety 2014;31(4):269e78.
[45] Noble LJ, Souza RR, McIntyre CK. Vagus nerve stimulation as a tool for
enhancing extinction in exposure-based therapies. Psychopharmacology
2019;236(1):355e67.
[46] Gouveia FV, Gidyk DC, Giacobbe P, Ng E, Meng Y, Davidson B, et al. Neuro-
modulation strategies in post-traumatic stress disorder: from preclinical
models to clinical applications. Brain Sci 2019.
A. Van Schuerbeek, M.-A. Vanderhasselt, C. Baeken et al. Brain Stimulation 14 (2021) 250e260[47] Nitsche MA, Cohen LG, Wassermann EM, Priori A, Lang N, Antal A, et al.
Transcranial direct current stimulation: state of the art 2008. Brain Stimul
2008;1(3):206e23.
[48] Nitsche MA, Paulus W. Excitability changes induced in the human motor
cortex by weak transcranial direct current stimulation. J Physiol 2000;527(Pt
3):633e9.
[49] Stagg CJ, Antal A, Nitsche MA. Physiology of transcranial direct current
stimulation. J ECT 2018;34(3):144e52.
[50] Kuo MF, Chen PS, Nitsche MA. The application of tDCS for the treatment of
psychiatric diseases. Int Rev Psychiatr 2017;29(2):146e67.
[51] Bennabi D, Pedron S, Haffen E, Monnin J, Peterschmitt Y, Van Waes V.
Transcranial direct current stimulation for memory enhancement: from
clinical research to animal models. Front Syst Neurosci 2014;8:159.
[52] Coffman BA, Clark VP, Parasuraman R. Battery powered thought: enhance-
ment of attention, learning, and memory in healthy adults using transcranial
direct current stimulation. Neuroimage 2014;85(Pt 3):895e908.
[53] Feeser M, Prehn K, Kazzer P, Mungee A, Bajbouj M. Transcranial direct cur-
rent stimulation enhances cognitive control during emotion regulation. Brain
Stimul 2014;7(1):105e12.
[54] Lefaucheur JP, Antal A, Ayache SS, Benninger DH, Brunelin J, Cogiamanian F,
et al. Evidence-based guidelines on the therapeutic use of transcranial direct
current stimulation (tDCS). Clin Neurophysiol 2017;128(1):56e92.
[55] Mutz J, Edgcumbe DR, Brunoni AR, Fu CHY. Efficacy and acceptability of non-
invasive brain stimulation for the treatment of adult unipolar and bipolar
depression: a systematic review and meta-analysis of randomised sham-
controlled trials. Neurosci Biobehav Rev 2018;92:291e303.
[56] Meron D, Hedger N, Garner M, Baldwin DS. Transcranial direct current
stimulation (tDCS) in the treatment of depression: systematic review and
meta-analysis of efficacy and tolerability. Neurosci Biobehav Rev 2015;57:
46e62.
[57] Asthana M, Nueckel K, Muhlberger A, Neueder D, Polak T, Domschke K, et al.
Effects of transcranial direct current stimulation on consolidation of fear
memory. Front Psychiatr 2013;4:107.
[58] Mungee A, Kazzer P, Feeser M, Nitsche MA, Schiller D, Bajbouj M. Trans-
cranial direct current stimulation of the prefrontal cortex: a means to
modulate fear memories. Neuroreport 2014;25(7):480e4.
[59] Abend R, Jalon I, Gurevitch G, Sar-El R, Shechner T, Pine DS, et al. Modulation
of fear extinction processes using transcranial electrical stimulation. Transl
Psychiatry 2016;6(10):e913.
[60] Dittert N, Huttner S, Polak T, Herrmann MJ. Augmentation of fear extinction
by transcranial direct current stimulation (tDCS). Front Behav Neurosci
2018;12:76.
[61] van ’t Wout M, Mariano TY, Garnaat SL, Reddy MK, Rasmussen SA,
Greenberg BD. Can transcranial direct current stimulation augment extinc-
tion of conditioned fear? Brain Stimul 2016;9(4):529e36.
[62] Van’t Wout M, Longo SM, Reddy MK, Philip NS, Bowker MT, Greenberg BD.
Transcranial direct current stimulation may modulate extinction memory in
posttraumatic stress disorder. Brain Behav 2017;7(5):e00681.
[63] van ’t Wout-Frank M, Shea MT, Larson VC, Greenberg BD, Philip NS. Com-
bined transcranial direct current stimulation with virtual reality exposure for
posttraumatic stress disorder: feasibility and pilot results. Brain Stimul
2019;12(1):41e3.
[64] Manteghi F, Nasehi M, Zarrindast MR. Precondition of right frontal region
with anodal tDCS can restore the fear memory impairment induced by ACPA
in male mice. Excli j 2017;16:1e13.
[65] Nasehi M, Khani-Abyaneh M, Ebrahimi-Ghiri M, Zarrindast MR. The effect of
left frontal transcranial direct-current stimulation on propranolol-induced
fear memory acquisition and consolidation deficits. Behav Brain Res
2017;331:76e83.
[66] Nasehi M, Soltanpour R, Ebrahimi-Ghiri M, Zarrabian S, Zarrindast MR.
Interference effects of transcranial direct current stimulation over the right
frontal cortex and adrenergic system on conditioned fear. Psychopharma-
cology 2017;234(22):3407e16.
[67] Peanlikhit T, Van Waes V, Pedron S, Risold PY, Haffen E, Etievant A, et al. The
antidepressant-like effect of tDCS in mice: a behavioral and neurobiological
characterization. Brain Stimul 2017;10(4):748e56.
[68] Hone-Blanchet A, Edden RA, Fecteau S. Online effects of transcranial direct
current stimulation in real time on human prefrontal and striatal metabo-
lites. Biol Psychiatr 2016;80(6):432e8.
[69] Polania R, Paulus W, Nitsche MA. Modulating cortico-striatal and thalamo-
cortical functional connectivity with transcranial direct current stimula-
tion. Hum Brain Mapp 2012;33(10):2499e508.
[70] Yu TH, Wu YJ, Chien ME, Hsu KS. Transcranial direct current stimulation
induces hippocampal metaplasticity mediated by brain-derived neuro-
trophic factor. Neuropharmacology 2019;144:358e67.
[71] Wu YJ, Lin CC, Yeh CM, Chien ME, Tsao MC, Tseng P, et al. Repeated trans-
cranial direct current stimulation improves cognitive dysfunction and syn-
aptic plasticity deficit in the prefrontal cortex of streptozotocin-induced
diabetic rats. Brain Stimul 2017;10(6):1079e87.
[72] Podda MV, Cocco S, Mastrodonato A, Fusco S, Leone L, Barbati SA, et al.
Anodal transcranial direct current stimulation boosts synaptic plasticity and
memory in mice via epigenetic regulation of Bdnf expression. Sci Rep
2016;6:22180.
[73] Herry C, Ferraguti F, Singewald N, Letzkus JJ, Ehrlich I, Luthi A. Neuronal
circuits of fear extinction. Eur J Neurosci 2010;31(4):599e612.259[74] Sotres-Bayon F, Quirk GJ. Prefrontal control of fear: more than just extinc-
tion. Curr Opin Neurobiol 2010;20(2):231e5.
[75] Pedron S, Monnin J, Haffen E, Sechter D, Van Waes V. Repeated transcranial
direct current stimulation prevents abnormal behaviors associated with
abstinence from chronic nicotine consumption. Neuropsychopharmacology
2014:981e8.
[76] Pedron S, Beverley J, Haffen E, Andrieu P, Steiner H, Van Waes V. Transcranial
direct current stimulation produces long-lasting attenuation of cocaine-
induced behavioral responses and gene regulation in corticostriatal cir-
cuits. Addiction Biol 2017;22(5):1267e78.
[77] De Bundel D, Zussy C, Espallergues J, Gerfen CR, Girault JA, Valjent E.
Dopamine D2 receptors gate generalization of conditioned threat responses
through mTORC1 signaling in the extended amygdala. Mol Psychiatr
2016;21(11):1545e53.
[78] Kilkenny C, Browne WJ, Cuthill IC, Emerson M, Altman DG. Improving
bioscience research reporting: the ARRIVE guidelines for reporting animal
research. PLoS Biol 2010;8(6):e1000412.
[79] Paxinos G, Franklin KB. Paxinos and Franklin’s the mouse brain in stereotaxic
coordinates. Academic press; 2019.
[80] Pedron S, Dumontoy S, Dimauro J, Haffen E, Andrieu P, Van Waes V. Open-
tES: an open-source stimulator for transcranial electrical stimulation
designed for rodent research. PLoS One 2020;15(7):e0236061.
[81] Phillips RG, LeDoux JE. Differential contribution of amygdala and hippo-
campus to cued and contextual fear conditioning. Behav Neurosci
1992;106(2):274e85.
[82] Lonsdorf TB, Menz MM, Andreatta M, Fullana MA, Golkar A, Haaker J, et al.
Don’t fear ’fear conditioning’: methodological considerations for the design
and analysis of studies on human fear acquisition, extinction, and return of
fear. Neurosci Biobehav Rev 2017;77:247e85.
[83] Vicario CM, Nitsche MA, Hoysted I, Yavari F, Avenanti A, Salehinejad MA,
et al. Anodal transcranial direct current stimulation over the ventromedial
prefrontal cortex enhances fear extinction in healthy humans: a single blind
sham-controlled study. Brain Stimul 2020;13(2):489e91.
[84] Bouton ME. Context, ambiguity, and unlearning: sources of relapse after
behavioral extinction. Biol Psychiatr 2002;52(10):976e86.
[85] Chang CH, Knapska E, Orsini CA, Rabinak CA, Zimmerman JM, Maren S. Fear
extinction in rodents. Curr Protoc Neurosci 2009 [Chapter 8]:Unit8.23.
[86] Vervliet B, Craske MG, Hermans D. Fear extinction and relapse: state of the
art. Annu Rev Clin Psychol 2013;9:215e48.
[87] Singewald N, Schmuckermair C, Whittle N, Holmes A, Ressler KJ. Pharma-
cology of cognitive enhancers for exposure-based therapy of fear, anxiety
and trauma-related disorders. Pharmacol Ther 2015;149:150e90.
[88] Alfei JM, Ferrer Monti RI, Molina VA, De Bundel D, Luyten L, Beckers T.
Generalization and recovery of post-retrieval amnesia. J Exp Psychol Gen
2020.
[89] Chalkia A, Schroyens N, Leng L, Vanhasbroeck N, Zenses AK, Van
Oudenhove L, et al. No persistent attenuation of fear memories in humans: a
registered replication of the reactivation-extinction effect. Cortex 2020;129:
496e509.
[90] Rohan JG, Carhuatanta KA, McInturf SM, Miklasevich MK, Jankord R.
Modulating hippocampal plasticity with in vivo brain stimulation. J Neurosci
2015:12824e32.
[91] Fritsch B, Reis J, Martinowich K, Schambra HM, Ji Y, Cohen LG, et al. Direct
current stimulation promotes BDNF-dependent synaptic plasticity: potential
implications for motor learning. Neuron 2010;66(2):198e204.
[92] Psotta L, Lessmann V, Endres T. Impaired fear extinction learning in adult
heterozygous BDNF knock-out mice. Neurobiol Learn Mem 2013;103:34e8.
[93] Baker-Andresen D, Flavell CR, Li X, Bredy TW. Activation of BDNF signaling
prevents the return of fear in female mice. Learn Mem 2013;20(5):237e40.
[94] Karpova NN, Pickenhagen A, Lindholm J, Tiraboschi E, Kulesskaya N,
Agustsdottir A, et al. Fear erasure in mice requires synergy between anti-
depressant drugs and extinction training. Science 2011;334(6063):1731e4.
[95] Soliman F, Glatt CE, Bath KG, Levita L, Jones RM, Pattwell SS, et al. A genetic
variant BDNF polymorphism alters extinction learning in both mouse and
human. Science 2010;327(5967):863e6.
[96] Heldt SA, Stanek L, Chhatwal JP, Ressler KJ. Hippocampus-specific deletion of
BDNF in adult mice impairs spatial memory and extinction of aversive
memories. Mol Psychiatr 2007;12(7):656e70.
[97] Lucas EK, Jegarl A, Clem RL. Mice lacking TrkB in parvalbumin-positive cells
exhibit sexually dimorphic behavioral phenotypes. Behav Brain Res
2014;274:219e25.
[98] Bredy TW, Wu H, Crego C, Zellhoefer J, Sun YE, Barad M. Histone modifica-
tions around individual BDNF gene promoters in prefrontal cortex are
associated with extinction of conditioned fear. Learn Mem 2007;14(4):
268e76.
[99] Choi DC, Maguschak KA, Ye K, Jang SW, Myers KM, Ressler KJ. Prelimbic
cortical BDNF is required for memory of learned fear but not extinction or
innate fear. Proc Natl Acad Sci U S A 2010;107(6):2675e80.
[100] Giza JI, Kim J, Meyer HC, Anastasia A, Dincheva I, Zheng CI, et al. The BDNF
Val66Met prodomain disassembles dendritic spines altering fear extinction
circuitry and behavior. Neuron 2018;99(1):163e78. e6.
[101] Wang Y. Transcranial direct current stimulation for the treatment of major
depressive disorder: a meta-analysis of randomized controlled trials. Psy-
chiatr Res 2019;276:186e90.
A. Van Schuerbeek, M.-A. Vanderhasselt, C. Baeken et al. Brain Stimulation 14 (2021) 250e260[102] Borrione L, Moffa AH, Martin D, Loo CK, Brunoni AR. Transcranial direct
current stimulation in the acute depressive episode: a systematic review of
current knowledge. J ECT 2018;34(3):153e63.
[103] Moffa AH, Martin D, Alonzo A, Bennabi D, Blumberger DM, Bensenor IM,
et al. Efficacy and acceptability of transcranial direct current stimulation
(tDCS) for major depressive disorder: an individual patient data meta-
analysis. Prog Neuro-Psychopharmacol Biol Psychiatry 2019;99:109836.
[104] Brunoni AR, Nitsche MA, Bolognini N, Bikson M, Wagner T, Merabet L, et al.
Clinical research with transcranial direct current stimulation (tDCS): chal-
lenges and future directions. Brain Stimul 2012;5(3):175e95.
[105] Cavaleiro C, Martins J, Gonçalves J, Castelo-Branco M. Memory and
cognition-related neuroplasticity enhancement by transcranial direct cur-
rent stimulation in rodents: a systematic review. Neural Plast 2020;2020:
4795267.
[106] Cocco S, Podda MV, Grassi C. Role of BDNF signaling in memory enhance-
ment induced by transcranial direct current stimulation. Front Neurosci
2018;12:427.
[107] Kim MS, Koo H, Han SW, Paulus W, Nitsche MA, Kim YH, et al. Repeated
anodal transcranial direct current stimulation induces neural plasticity-
associated gene expression in the rat cortex and hippocampus. Restor
Neurol Neurosci 2017;35(2):137e46.
[108] Pelletier SJ, Cicchetti F. Cellular and molecular mechanisms of action of
transcranial direct current stimulation: evidence from in vitro and in vivo
models. Int J Neuropsychopharmacol 2015;18(2).
[109] Monai H, Hirase H. Astrocytes as a target of transcranial direct current
stimulation (tDCS) to treat depression. Neurosci Res 2018;126:15e21.
[110] Albert PR. Adult neuroplasticity: a new “cure” for major depression?
J Psychiatry Neurosci 2019;44(3):147e50.260[111] Huang YZ, Lu MK, Antal A, Classen J, Nitsche M, Ziemann U, et al. Plasticity
induced by non-invasive transcranial brain stimulation: a position paper.
Clin Neurophysiol 2017;128(11):2318e29.
[112] Legrand M, Troubat R, Brizard B, Le Guisquet AM, Belzung C, El-Hage W.
Prefrontal cortex rTMS reverses behavioral impairments and differentially
activates c-Fos in a mouse model of post-traumatic stress disorder. Brain
Stimul 2019;12(1):87e95.
[113] Gill J, Shah-Basak PP, Hamilton R. It’s the thought that counts: examining the
task-dependent effects of transcranial direct current stimulation on execu-
tive function. Brain Stimul 2015;8(2):253e9.
[114] Kronberg G, Bridi M, Abel T, Bikson M, Parra LC. Direct current stimulation
modulates LTP and LTD: activity dependence and dendritic effects. Brain
Stimul 2017;10(1):51e8.
[115] Kronberg G, Rahman A, Sharma M, Bikson M, Parra LC. Direct current
stimulation boosts hebbian plasticity in vitro. Brain Stimul 2020;13(2):
287e301.
[116] Bikson M, Name A, Rahman A. Origins of specificity during tDCS: anatomical,
activity-selective, and input-bias mechanisms. Front Hum Neurosci 2013;7:
688.
[117] Silvanto J, Muggleton N, Walsh V. State-dependency in brain stimulation
studies of perception and cognition. Trends Cognit Sci 2008;12(12):447e54.
[118] Reinhart RM, Woodman GF. The surprising temporal specificity of direct-
current stimulation. Trends Neurosci 2015;38(8):459e61.
[119] Asamoah B, Khatoun A, Mc Laughlin M. tACS motor system effects can be
caused by transcutaneous stimulation of peripheral nerves. Nat Commun
2019;10(1):266.
[120] Singewald N, Holmes A. Rodent models of impaired fear extinction. Psy-
chopharmacology 2019;236(1):21e32.
